Aujeszky's disease, also known as pseudorabies causes severe economic losses in swine industry and affects the pig husbandry all over the world. The conventional diagnostic procedure is time-consuming and false-negative results may occur in submissions from latently infected animals. The development, optimization and evaluation of a polymerase chain reaction (PCR) assay are presented for the diagnosis of pseudorabies infection. This assay was based on the amplification of a highly conserved viral gD gene fragment. PCR products of the expected size were obtained from PRV strains. Non-specific reactions were not observed when a related herpesvirus, other porcine DNA genome viruses and uninfected cells were used to assess PCR. The analytical sensitivity of the test was estimated to be 1.34 TCID 50 / 50 uL.
INTRODUCTION
Aujeszky's disease, also known as pseudorabies leads to severe economic losses in swine industry and affects the pig husbandry all over the world. The etiological agent of this disease is suid herpesvirus type 1, usually named pseudorabies virus (PRV), a pantropic alphaherpesvirus which causes fatal infections in baby pigs, respiratory disease and poor growth in fattening pigs and reproductive disorders in adults (2, 8, 13) . The virus principally affects pigs, which are considered to be the natural host for PRV and the reservoir of the virus in nature, but also infects a broad range of wild and non-porcine mammals with the important exception of higher-order primates (8) .
The viral agent following a primary replication can establish latent infection and develops a latency-reactivation infection which allows its perpetuation in pig populations (10, 12, 15) .
Traditionally, PRV detection is based on direct virus isolation followed by confirmation using immunofluorescence, immunoperoxidase or neutralization tests with specific antiserum (2) . However, this method is time-consuming and false negative results may occur in submissions from latently infected animals (14) .
The polymerase chain reaction (PCR) can be used to identify PRV genomes in secretions or organ samples and although some PCR assays for PRV detection with different sensitivities have been reported (3, 7, 9, 15) there is no standard procedure recommended so far (2).
This paper describes the development, optimization and performance assessment of a rapid and highly sensitive PCR test for detection of pseudorabies virus.
MATERIALS AND METHODS

Viruses and cells
PRV reference strain NIA-3, PRV Cuban isolate V208 Primers sequences, genome positions and the size of PCR products are shown in Table 1 . For the determination of optimal parameters was considered the amplicons's intensity visualized by electrophoresis on 2.0% agarose gel in TBE buffer (90mM Tris-borate, 2 mM EDTA). Thus, the optimal concentration of MgCl2 and primers were 1.5mM and 0.6 µM respectively (data not shown).
The annealing temperature and number of cycles were determined experimentally. The best results were obtained with a temperature of 68ºC for 35 cycles. Annealing and elongation were performed at the same step of each cycle at 68ºC for 2 min. This was possible due to the high annealing temperature of the primers pair designed and contributes to the reaction efficiency.
PCR assay
The PCR reaction was performed in 50 µL volumes, in which the reaction mixture contained 2 µl of DNA, 1x GoTaq 
RESULTS
PCR experiments were performed on serial ten-fold dilutions of a viral suspension of PRV isolate V208 with a titer of 10 6.3 TCID 50 /mL in animal tissues homogenate sample from a healthy pig that was negative by the proposed PCR, in order to determine the PCR´s detection limit. The analytical sensitivity of the test was consistently observed to be 1.34 TCID 50 / reaction volume (Fig.1) . and 214 bp in length (Fig. 2) . Since the rapid detection of infected animals would reduce the potential transmission of the viruses to uninfected herds avoiding the spread of the diseases (11).
The polymerase chain reaction (PCR) is a rapid tool that can be used no only to detect acutely PRV infected pigs but it is the recommended test for detect PRV latent infection. The trigeminal ganglion is the most consistent site for virus isolation, although latent virus is usually difficult to culture or even impossible (1, 13) and PCR is the method recommended to detect viral genome present in this site. The PCR for PRV genome detection is also an important method in screening pig specimens collected for xenotransplantation to increase the safety of organ transplantation (7) and to detect viral infection in a wide spectrum of species reported to be susceptible to PRV, through either natural or experimental infections (8) .
The nucleotide sequence amplified in this study Palavras-chave: doença de Aujeszky, pseudo-raiva, ensaio de PCR.
